In continuance of our search for anticancer agents, we report herein the synthesis and anticancer activity of some novel oxadiazole analogues. The compounds were screened for anticancer activity as per National Cancer Institute (NCI US) protocol on leukemia, melanoma, lung, colon, CNS, ovarian, renal, prostate, and breast cancers cell lines. N-(2,4-Dimethylphenyl)-5-(4-methoxyphenyl)-1,3,4-oxadiazol-2-amine (4s) showed maximum activity with mean growth percent (GP) of 62.61 and was found to be the most sensitive on MDA-MB-435 (melanoma), K-562 (leukemia), T-47D (breast cancer), and HCT-15 (colon cancer) cell lines with GP of 15.43, 18.22, 34.27, and 39.77, respectively. Maximum GP was observed on MDA-MB-435 (melanoma) cell line (GP = 6.82) by compound N- (2,4-dimethylphenyl)-5-(4-hydroxyphenyl)-1,3,4-oxadiazol-2-amine (4u).
Introduction
An estimated 14.1 million cancer cases and 8.2 million deaths occurred globally in 2012, and the annual new cases will jump to 19.3 million by 2025. Cancer deaths were up to nearly 8 percent from 7.6 million in a previous survey in 2008. An urgent need in cancer control today is to develop effective and affordable approaches to the early detection, diagnosis, and treatment of cancer. Tobacco use is the greatest single avoidable risk factor for cancer mortality worldwide causing an estimated 22% of cancer deaths per annum. 22% of mouth and oropharynx cancers in men are attributable to alcohol. Almost 22% of cancer deaths in the developing world and 6% in industrialized countries are due to infectious agents and environmental pollution of air, water, and soil with carcinogenic chemicals accounts for 1-4% of all cancers. Residential exposure to radon gas from soil and building materials is estimated to cause 3-14% of all lung cancers, making it the second cause of lung cancer after tobacco smoke. Ultraviolet (UV) radiation, in particular solar radiation, is carcinogenic to humans, causing all major types of skin cancer, which includes basal cell carcinoma, squamous cell carcinoma, and melanoma. Breast cancer is the most frequently diagnosed cancer and the leading cause of cancer death among females, accounting for 23% of the total cancer cases and 14% of the cancer deaths [1] [2] [3] . The therapeutic approach of cancer includes chemotherapy, radiotherapy, surgery, immunotherapy, monoclonal antibody therapy, hormonal therapy, targeted therapy, and angiogenesis inhibition. The drugs used for the treatment of cancer are generally cytotoxic, and their use is often coupled with various adverse effects including bone marrow depression, alopecia, and drug induced cancer. Resistance, cytotoxicity, and genotoxicity of anticancer drugs are the reasons that warrant the search for newer anticancer agents, and researchers from various laboratories throughout the world are ardently engaged to find a more pleasant solution for the treatment of cancer.
The widespread use of 1,3,4-oxadiazoles as a scaffold in medicinal chemistry establishes this moiety as a member of the privileged structural class due to their remarkable biological and pharmacological properties, such as anticancer [4] [5] [6] [7] , antitubercular [8, 9] , antibacterial [8] , antifungal [10] , 2 BioMed Research International anti-HIV [11] , anti-inflammatory [12] , and insecticidal [13] activities. Zibotentan, an endothelin receptor A (ET A ) antagonist, is an anticancer agent which contains 1,3,4-oxadiazole ring [14] . Inspired by all these facts, we have designed based on the molecular properties prediction by Molinspiration and toxicity risk prediction by Osiris software and synthesized oxadiazole analogues for anticancer screening [15, 16] . The number of rotatable bonds (NROTB) and Lipinski's rule of five were also calculated [17] . The rule of five states that most molecules with good membrane permeability have log P (partition coefficient) ≤ 5, molecular weight (MW) ≤ 500, number of hydrogen bond acceptors ≤ 10, and number of hydrogen bond donors ≤ 5. This rule is widely used as a filter for drug-like properties. Furthermore, none of the compounds violated Lipinski's parameters, making them potentially promising agents. The pharmacokinetic parameters important for good oral bioavailability of N-aryl-5-substituted-1,3,4-oxadiazol-2-amine analogues (4a-x) are given in Table 1 , and the toxicity risk prediction (mutagenic, irritant, and reproductive effect) calculated with Osiris is given in Table 2 . The toxicity risk prediction showed that all these oxadiazoles are comparatively less toxic than the standard drug fluorouracil and methotrexate. Good intestinal absorption, reduced molecular flexibility (measured by the number of rotatable bonds), low polar surface area, and total hydrogen bond count (sum of donors and acceptors) are important predictors of good oral bioavailability [18, 19] . Membrane permeability and bioavailability are always associated with some basic molecular descriptors such as log P (partition coefficient), molecular weight (MW), or hydrogen bond acceptors and donors counts in a molecule. The number of rotatable bonds is important for conformational changes of molecules under study and ultimately for the binding with receptors or channels. It is revealed that, for passing oral bioavailability criteria, the number of rotatable bond should be ≤10 [18] . In the present studies the title compounds have log P value varied from 2.73 to 4.72 (<5), MW varied from 203 to 375 (<500), number of hydrogen bond acceptors varied from 4 to 6 (≤10), number of hydrogen bond donors varied from 1 to 2 (≤5), and number of rotatable bond varied from 3 to 5 (≤10).
Materials and Methods
2.1. Chemistry. All chemicals were procured from E Merck, CDH Drug laboratory, and SD Fine Chemicals. Melting points were determined by open tube capillary method and were uncorrected. Purity of the compounds was checked by elemental analysis, and the progress of reactions was monitored by TLC plates (silica gel G) using mobile phase, chloroform : methanol (9 : 1) and acetone: n-hexane (8 : 2), and the spots were identified by iodine vapours or UV light. IR spectra were recorded on a Shimadzu 8201 PC, FT-IR spectrometer (KBr pellets). NMR spectra were recorded on a Bruker AC 300 MHz spectrometer using TMS as internal standard in DMSO d 6 . Mass spectra were recorded on a Bruker Esquire LCMS using ESI, and elemental analyses were performed on Perkin-Elmer 2400 Elemental Analyzer.
General Method for the Synthesis of Substituted Phenyl Urea Analogues (2a-d).
Aromatic anilines (0.1 mol) were dissolved in 20 mL of glacial acetic acid and 10 mL of hot water, and sodium cyanate (6.5 g, 0.1 mol) in 80 mL of hot water was added with stirring. It was allowed to stand for 30 min, then cooled in ice bath, filtered with suction, dried, and recrystallized from boiling water to obtain substituted phenyl urea (2a-d) [20] [21] [22] . . Equimolar quantities (0.05 mol) of substituted phenyl urea (2a-d) and hydrazine hydrate (AR 99-100%) (2.5 mL, 0.05 mol) in ethanol were refluxed for 48 h with stirring. The two-thirds volume of alcohol was distilled by vacuum distillation and then poured into the crushed ice. The resultant precipitate was filtered, washed with water, and dried. The solid mass was recrystallized from 50 mL absolute ethanol to obtain semicarbazide analogues (3a-d) [20] [21] [22] .
General Method for the Synthesis of Semicarbazide

General Method for the Synthesis of 5-Substituted-Naryl-1,3,4-oxadiazol-2-amine Analogues (4a-x).
Substituted phenyl semicarbazide (0.005 mol) (3a-d) and aromatic aldehydes (0.005 mol) were refluxed for 10-12 h using 20 mol% NaHSO 3 and ethanol-water system (1 : 2, v/v) solvent [23] . After completion of reaction, the excess solvent was removed and the concentrate was poured into crushed ice filter, washed with water, dried, and recrystallized with absolute ethanol to obtain the final product (4a-x). The reaction was monitored throughout by thin layer chromatography (TLC) using chloroform: methanol (9 : 1) and acetone : n-hexane (8 : 2) as mobile phase. 
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Anticancer Activity.
The compounds were submitted to the National Cancer Institute (NCI US) and were screened on NCI 60 cell lines initially at a single high dose (10 −5 M) on leukemia, melanoma, lung, colon, CNS, ovarian, renal, prostate, and breast cancers cell lines. The one-dose data were reported as a mean graph of the percent growth (GP) of treated cells. The number reported for the one-dose assay is growth relative to the no-drug control and relative to the time zero number of cells. The anticancer screening was carried out as per the NCI US protocol reported elsewhere [24] [25] [26] [27] . We have discussed the anticancer screening method in our previous work [6, 28] .
Results and Discussions
3.1. Chemistry. In the first step, aromatic anilines (1a-d) were treated with sodium cyanate in glacial acetic acid to obtain substituted phenyl ureas (2a-d) which was then treated with hydrazine hydrate to obtain substituted phenyl semicarbazides (3a-d). In the final step, substituted phenyl semicarbazides (3a-d) and aromatic aldehydes were refluxed for 12-14 h using 20 mol% NaHSO 3 and ethanol-water system (1 : 2, v/v) solvent to obtain oxadiazole analogues (4a-x). The reaction was monitored throughout by thin layer 
Scheme 1: Protocol for the synthesis of 5-substituted-N-aryl-1,3,4-oxadiazol-2-amine analogues (4a-x).
chromatography (TLC) using chloroform: methanol (9 : 1) and acetone : n-hexane (8 : 2) as mobile phase, and the purity of the compounds was checked by elemental analysis. The reaction sequence is shown in Scheme 1. The synthesized compounds were characterized by spectral analysis, and all the compounds were in full harmony with the proposed structures. In general, the IR spectra afforded absorption 3191-3222 cm −1 band due to NH band, 1511-1531 cm −1 band due to C=N, and 1109-1203 cm −1 band due to oxadiazole stretching. In 1 H NMR the signals of the respective protons of the synthesized title compounds were verified on the basis of their chemical shifts and multiplicities in DMSO d 6 . The spectra showed a triplet at 1.32-1.34 ppm corresponding to CH 3 ; a singlet at 2.22-2.37 ppm corresponding to aromatic CH 3 ; a singlet at 3.73-3.79 ppm corresponding to OCH 3 ; a singlet at 8.05-8.95 ppm corresponding to NH; singlet, doublets, triplet, and multiplet at 6.71-7.95 ppm corresponding to aromatic protons; and a singlet at 10.36-10.62 ppm corresponding to OH. Table 3 . The structure activity relationship obtained from the screening results showed that N-aryl with 2,4-dimethyl substitution was more promising than methyl substitution and 4-dimethoxyphenyl, 3,4-dimethoxyphenyl, and ethyl substitution at position 5 of oxadiazole showed more activity.
Conclusion
A series of newer oxadiazole analogues were subjected to molecular properties prediction by Molinspiration and toxicity risk prediction by Osiris software and synthesized in satisfactory yields. All the compounds followed the Lipinski rule of five which makes them potentially active agents and were also found to be less toxic than the standard anticancer drug methotrexate and fluorouracil (as per Osiris prediction). 16 compounds were evaluated for their anticancer activity in one-dose assay and showed moderate activity on various cell lines. N-(2,4-Dimethylphenyl)-5-(4-methoxyphenyl)-1,3,4-oxadiazol-2-amine could be considered as lead for further discovery and could be modified to potentiate the anticancer activity. Further studies to acquire more information about quantitative structure activity relationships (QSAR) and molecular docking studies are currently in progress in our laboratory.
